The liver plays a pivotal role in whole-body carbohydrate, lipid, and protein metabolism. One of the key regulators of glucose and lipid metabolism are hepatokines, which are found among the liver secreted proteins, defined as liver secretome. To elucidate the composition of the human liver secretome and identify hepatokines in primary human hepatocytes (PHH), we conducted comprehensive protein profiling on conditioned medium (CM) of PHH. Secretome profiling using liquid chromatography-electrospray ionization tandem mass spectrometry (LC-MS/MS) identified 691 potential hepatokines in PHH. Subsequently, pathway analysis assigned these proteins to acute phase response, coagulation, and complement system pathways. The secretome of PHH was compared to the secreted proteins of the liver hepatoma cell line HepG2. Although the secretome of PHH and HepG2 cells show a high overlap, the HepG2 secretome rather mirrors the fetal liver with some cancer characteristics. Collectively, our study represents one of the most comprehensive secretome profiling approaches for PHH, allowing new insights into the composition of the secretome derived from primary human material, and points out strength and weakness of using HepG2 cell secretome as a model for the analysis of the human liver secretome.
Introduction
The liver is the central organ for carbohydrate, lipid, and protein metabolism, which are tightly interconnected with each other [1] . Protein synthesis has a major impact on hepatic glucose homeostasis [2] . In addition to producing intracellular proteins, hepatocytes are also responsible for generating and secreting most of the plasma proteins [1] . The hepatic secretome defines all proteins, which are produced and secreted by the liver. To study the metabolic functions of the human liver, several in vitro approaches have been established. Forty years ago, liver cells were isolated from Proteins of cell culture supernatant (secretome) were concentrated with 3K Amicon Ultra columns (Merck Millipore, Darmstadt, Germany) [17] , and protein concentration was determined using Nanodrop (ThermoFisher Scientific). Ten micrograms of total protein were loaded onto SDS-PAGE (10% polyacrylamide, a separation distance of 0.5 cm), stained with Coomassie blue, and protein bands were cut out and digested in-gel with trypsin [24] . Resulting peptides were separated by reversed-phase liquid chromatography (EASY-Spray C18 column, ES803; ID: 75 µm, 50 cm length; ThermoFisher Scientific) using an Ultimate 3000 system (ThermoFisher Scientific). Elution was performed using a linear gradient 4-34% buffer B (0.1% formic acid, 80% acetonitrile (v/v)) for 100 min, followed by a 20 min increase to 50% buffer B, a 1 min increase to 90% buffer B, and a 10 min wash with buffer B at a flow rate of 300 nL/min. Tandem mass spectrometry was performed on an Orbitrap Fusion™ Lumos™ Tribrid™ mass spectrometer (ThermoFisher Scientific) utilizing data-dependent (DDA) MS/MS scan method. Each 3 s of the complete run full scan spectra were acquired with AGC Target values 4.0e5, in the 350-1600 (m/z) scan range with a maximum injection time of 50 ms and a resolution of 120,000. Fragmentation of precursor ions, with an intensity threshold of 2.5e4 and a charge state between 2-7, were performed by higher-energy C-trap dissociation (HCD). Dynamic exclusion was set to 30 s to avoid repeated sequencing of identical peptides.
Analysis of LC-MS/MS Data
MS raw data were processed using MaxQuant 1.6.5.0 [25] with the standard contaminant list of the software. Reviewed human (Taxonomy ID 9606, 20,417 proteins) and bovine (Taxonomy ID 9913, 6006 proteins) FASTA files (downloaded on the 8 April 2019) were used as search databases. Peptide intensities were combined on protein level as majority protein identifiers, and at least two unique and/or razor peptides were used for protein identification and quantification. False discovery rate (FDR) for protein identification was set as <0.01. For protein identification, "matching among runs" were allowed. Human contaminants and "non-human" proteins were discarded except albumin. Proteins with the biased origin, which could belong to bovine as well as to human, were kept and marked in the results as possible contaminants due to the uncertain origin of these proteins. For quantification, MaxQuant-generated intensity-based absolute quantification (iBAQ) values and relative iBAQ (riBAQ) values were applied [26] . Proteins, which showed at least three iBAQ values out of four replicates in PHH (1647 proteins) or HepG2 samples (1739 proteins), were further analyzed. To assign proteins as putative secretory protein, and thus potential hepatokine, identified protein sequences were further analyzed by SignalP 4.1 (http://www.cbs.dtu.dk/services/SignalP/), predicting a signal peptide (SP+), or SecretomeP 2.0 (http://www.cbs.dtu.dk/services/SecretomeP/), (NNscore cut-off: 0.5) predicting non-classical secretory proteins without signal peptide (SP−) [17, 27, 28] . Proteins, which did not pass the SP+/SP− algorithms, are marked as "non-secretory" proteins (NP). As human plasma database, Peptide Atlas (http://www.peptideatlas.org/) was applied using human plasma (20190320-024847) non-glyco 2017-04 database. Pathway enrichment analysis was performed with g:Profiler (https://biit.cs.ut.ee/gprofiler), which is a web server for functional enrichment, as it was reported previously [29] . Briefly, the secreted 691 PHH and 745 HepG2 proteins were used separately as input sequences and loaded into g: Profiler. In advanced options, Benjamini-Hochberg FDR correction was used with the significance threshold p < 0.05. Selected significant Kyoto encyclopedia of genes and genomes term (KEGG) and biological process gene ontology (GO) terms are shown. 
Results
To characterize the secretome of primary human hepatocytes (PHH), the condition media were collected and subjected to liquid chromatography coupled to tandem mass spectrometry (LC-MS/MS) ( Figure 1 ).
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To characterize the secretome of primary human hepatocytes (PHH), the condition media were collected and subjected to liquid chromatography coupled to tandem mass spectrometry (LC-MS/MS) ( Figure 1 ). Figure 1 . Flow-chart work scheme. Primary human hepatocytes (PHH) were isolated from four human donors. FBS-free condition media were collected from PHH, as well as HepG2 cells, and samples were loaded onto SDS-PAGE, and proteins were in-gel digested. Peptides were separated and measured with liquid chromatography coupled to tandem mass spectrometry. Data were analyzed with MaxQuant.
Using LC-MS/MS, 1647 proteins were consistently identified in the condition media of PHH (Table S1) . From these proteins, 691 proteins were detected as potentially secreted (with or without signal peptide: SP+ or SP−, respectively) using SignalP and Secretome P algorithms. To determine the proportion of these secreted proteins related to the complete secretome, relative iBAQ (riBAQ) values were calculated (Table S2) . Knowledge-based pathway analysis revealed that these putative secreted proteins were involved in acute phase response, coagulation, and complement system (Table 1) . Furthermore, pathways for carbohydrate, lipid, and protein metabolism were also significantly enriched among these secreted proteins (Table 1) . The first 50 PHH secreted proteins with the highest riBAQ abundance are shown in Table 2 and Figure 2A . These 50 highest abundant proteins represent 76.9% of total PHH secreted proteins. Using LC-MS/MS, 1647 proteins were consistently identified in the condition media of PHH (Table S1) . From these proteins, 691 proteins were detected as potentially secreted (with or without signal peptide: SP+ or SP−, respectively) using SignalP and Secretome P algorithms. To determine the proportion of these secreted proteins related to the complete secretome, relative iBAQ (riBAQ) values were calculated (Table S2) . Knowledge-based pathway analysis revealed that these putative secreted proteins were involved in acute phase response, coagulation, and complement system (Table 1) . Furthermore, pathways for carbohydrate, lipid, and protein metabolism were also significantly enriched among these secreted proteins (Table 1) . The 691 secreted proteins identified in the primary human hepatocytes (PHH) secretome were subjected to pathway analysis using g: Profiler, selected pathways are shown. Term identification numbers (Term ID) represent biological process gene ontology (GO) terms. adj. p-value: Benjamini-Hochberg adjusted p-value.
The first 50 PHH secreted proteins with the highest riBAQ abundance are shown in Table 2 and Figure 2A . These 50 highest abundant proteins represent 76.9% of total PHH secreted proteins. In primary human hepatocyte (PHH) samples, 691 secreted proteins were identified and quantified, from which relative intensity-based absolute quantification (riBAQ) could be calculated using MaxQuant for at least three out of four biological replicates. Table 2 shows the top 50 proteins with the highest average of riBAQ values, and single values of the replicates are shown in Figure 2A . Data for the other proteins are shown in Table S2 . Protein names in bold depict proteins, which were also identified and quantified among the top 50 proteins in the secretome of HepG2 cells. Protein names underlined depict PHH specific proteins, which were not identified in HepG2 samples. 1 In possible contamination (Possib. Contam.) column, "x" denotes proteins, which could probably belong to bovine as well as to human species. Table 3 . Heat maps show log2 data.
In the secretome of HepG2 cells, 1739 proteins were consistently identified (Table S1 ). SignalP and Secretome P algorithms detected 745 potentially secreted proteins, for which riBAQ values were calculated. The first 50 proteins with the highest riBAQ abundance are shown in Table 3 and Figure  2B , whereas the complete data set for HepG2 cells is depicted in Table S3 . These 50 highest abundant proteins represent 86.1% of total HepG2 secreted proteins. Specific proteins for PHH and HepG2 cells are shown in Table S4 . Table 3 . Heat maps show log 2 data.
In the secretome of HepG2 cells, 1739 proteins were consistently identified (Table S1 ). SignalP and Secretome P algorithms detected 745 potentially secreted proteins, for which riBAQ values were calculated. The first 50 proteins with the highest riBAQ abundance are shown in Table 3 and Figure 2B , whereas the complete data set for HepG2 cells is depicted in Table S3 . These 50 highest abundant proteins represent 86.1% of total HepG2 secreted proteins. Specific proteins for PHH and HepG2 cells are shown in Table S4 .
From the both top 50 secreted PHH and top 50 secreted HepG2 proteins, 48 proteins (96%) have been already identified in human plasma (Peptide Atlas). Comparing the top 50 secreted proteins of PHH and HepG2 cells, 22 proteins (marked in bold in Tables 2 and 3) were common. From the top 50 PHH list, 48 proteins (96%) were found among the 745 HepG2 proteins, whereas from the top 50 HepG2 list, 48 proteins (96%) were found among the 691 PHH proteins. C-reactive protein and Serum amyloid A-1 protein were only found in PHH samples, whereas Glypican-3 and Gastricsin were only detected in HepG2 cells (marked underlined in Tables 2 and 3 ). These results suggest that the secretome of HepG2 cells mainly resembles the secreted protein profile of PHH; however, major differences also exist between them. In HepG2 samples, 745 secreted proteins were identified and quantified, from which relative intensity-based absolute quantification (riBAQ) could be calculated using MaxQuant for at least three out of four replicates. Table 3 shows the top 50 proteins with the highest riBAQ values, and single values of the replicates are shown in Figure 2B . Data for the other proteins are shown in Table S3 . Protein names in bold depict proteins, which were also identified and quantified among the top 50 proteins in the secretome of PHH. Protein names underlined depict HepG2 specific proteins, which were not identified in PHH samples. 1 In possible contamination (Possib. Contam.) column, "x" denotes proteins, which could probably belong to bovine as well as to human species. To compare the function of the PHH and HepG2 secreted proteins, KEGG pathway analysis was performed. Analyzing the 691 PHH secreted and 745 HepG2 secreted proteins separately, we observed that several liver pathways were significantly enriched in both data sets like cholesterol metabolism, complement and coagulation cascades, and amino acid pathways (Table 4, upper table) . On the other hand, glycosphingolipid biosynthesis was only enriched in HepG2 secretome, whereas specific amino acid pathways (arginine, proline, and alanine metabolism), as well as fatty acid degradation pathway, were only enriched in the secretome of PHH (Table 4, upper table) . To study whether these pathways are also reflected among the proteins, which are specific for PHH (64 proteins) or HepG2 cells (101 proteins) (Table S4) , new KEGG pathway analyses were accomplished with these PHH and HepG2 specific data sets separately. These analyses confirmed the former results that the specific PHH secreted proteins were significantly enriched in amino acid and ketone bodies pathways, which were not enriched in the specific secreted proteins of HepG2 cells (Table 4 , lower table). The glycosphingolipid biosynthesis pathway was, however, significantly enriched in HepG2 secretome, which was not enriched among the secreted PHH proteins (Table 4, lower table) . These data suggest that although the secretome of PHH and HepG2 cells show some similarities, they are not identical. Compared to HepG2 cells, PHH is probably better equipped for amino acid and fatty acid metabolism. Glycosphingolipid biosynthesis-lacto and neolacto series -0.0010
In the upper table, 691 secreted proteins from the primary human hepatocytes (PHH) iBAQ list and 745 secreted proteins from the HepG2 iBAQ list were used as input proteins. In the lower table, 64 PHH specific proteins (part of 691 PHH iBAQ list) and 101 HepG2 specific proteins (part of 745 HepG2 iBAQ list) were used as input proteins. Pathway analysis was performed for the indicated input proteins separately using g: Profiler, and selected pathways are shown. Pathways in italics depict specific pathways. prot.: protein, adj. p-value: Benjamini-Hochberg adjusted p-value. KEGG: Kyoto encyclopedia of genes and genomes term.
Discussion
In the liver, protein and glucose metabolism are intimately connected since amino acids serve as precursors for gluconeogenesis [2] . Furthermore, the liver secretes key molecules, the hepatokines, which regulate lipid and glucose homeostasis in the liver and also in skeletal muscle and other tissues [30] . Therefore, it is inevitable to determine the secreted proteins (secretome), which are produced by primary human hepatocytes. In contrast to the intracellular milieu, the measurement of the secretome is limited due to the low signal to noise ratio, making the detection of low-abundance proteins difficult against the highly abundant serum-containing proteins [31, 32] . To overcome these challenges, we applied our well-established mass spectrometry-based profiling approach for tissue-specific secretomes [16, 17, 20] . Utilizing label-free LC-MS/MS and bioinformatics filter methods, from 1647 proteins, 691 were identified in the secretome of PHH as putative secreted liver proteins.
To enable reliable comparison and calculation of relative protein intensities (iBAQ values), in the PHH iBAQ protein list, only those proteins were included, for which the iBAQ values could be calculated for at least three out of four biological replicates. In our study, we focused on proteins exhibiting a signal peptide (SP+) or showing sequence features for non-classical secretion (SP−). Nevertheless, there is a growing body of evidence that proteins frequently assigned as "non-secretory" (NP) play an important role in the global cellular secretome [16] and do not necessarily represent contaminations. It was shown that the complex intercellular communication is also mediated by extracellular vesicles, responsible for the unconventional secretion of proteins [33, 34] .
Using 2D-PAGE and shotgun proteomics, Slany and colleagues previously identified 72 proteins in the condition media of PHH [35] . From these proteins, 36 were found in the 691 possibly secreted PHH protein list representing 5% of 691 proteins. Among the secreted PHH proteins in our study, we found several previously described hepatokines, which showed metabolic functions in rodents and cell lines [30] . These hepatokines are Fetuin-A, Sex hormone-binding globulin, Angiopoietin-related protein 4, Retinol-binding protein 4, and Selenoprotein P, which, however, were not identified in the condition media of PHH in the study of Slany et al. except Fetuin-A [35] . In a recent study, the secretome of the human liver hepatocolangiocarcinoma HepaRG cell line, which was isolated from a patient with hepatitis C infection, was described [36] . One should note that although HepaRG cells express many drug-metabolizing enzymes [37] , they show abnormal karyotypic alterations, probably due to the cancer characteristics [6] . In the secretome of HepaRG cells, 313 proteins were identified, and four out of the five previously mentioned hepatokines were also present among them [36] . From the 691 PHH secreted proteins identified in our study, 163 proteins were detected in the secretome of HepaRG, which indicates that 76% of the PHH secreted proteins have not been described yet.
In addition to the secreted PHH proteins, we also compared the PHH secretome with the secreted protein profile of hepatoma cell line HepG2. Since the majority of proteins were common in both PHH and HepG2 secretome, these data indicate that the secreted proteome show many similarities between PHH and HepG2 cells, as it was previously shown for the intracellular proteome [10] . This was also confirmed by pathway analysis (Table 4 , upper panel), which showed that lipid metabolism, complement and coagulation pathways, and valine, leucine, and isoleucine amino acid metabolic pathways were enriched among the secreted proteins of PHH and HepG2 cells. On the other hand, some fatty acid and amino acid metabolism pathways were only enriched in the secretome of PHH (Table 4 , upper panel).
As an indirect comparison of PHH and HepG2 secretome, we further analyzed specific proteins, which were only detected in PHH or HepG2 supernatants. Our results revealed 64 PHH and 101 HepG2 specific proteins (Table S4) . KEGG pathway analysis of these specific proteins demonstrated that the secreted proteins of PHH showed enrichment in specific fatty acid and amino acid pathways, which was not detected in HepG2 samples (Table 4 , lower panel). These results suggest that PHH are probably better equipped for amino acid and fatty acid metabolism. Our data also showed that the acute phase proteins, C-reactive protein (CRP) and Serum amyloid A-1 protein (SAA1), belong to the top 50 PHH secreted proteins; however, they were lacking in the secretome of HepG2 cells (Table S1 ). The lack of CRP production in HepG2 cells may be explained by the more immature hepatic status of HepG2 cells, which is in agreement with the observation that preterm newborns compared to term newborns show lower CRP response [38] . The protein SAA1 was reported in the intracellular proteome of PHH but was not detected in HepG2 cells [36] . These results indicate that HepG2 cells show altered expression or secretion of acute-phase proteins. We also found that from the top 50 HepG2 secreted proteins, Gastricsin and Glypican-3 were not detected in the secretome of PHH (Table S1 ). Gastricsin was recently postulated to play a tumorigenesis role in the progression of hepatocellular carcinoma (HCC) [39] . Glypican-3 is among the most promising candidates for early diagnostic markers of HCC [40] . Furthermore, two other proteins-Midkine and Vascular endothelial growth factor A-which were implicated in the development of HCC, were also exclusively expressed in HepG2 secretome (Table S1 ). All these four proteins were also observed to be specific for the secreted proteins of HepG2 cells and missing in the secretome of PHH by a previous study [35] validating our data. Among the HepG2 specific secreted proteins, the glycosphingolipid biosynthesis pathway was significantly enriched (Table 4 , lower panel). Glycosphingolipid metabolism was shown to be altered in many cancers, and glycosphingolipid synthesis inhibition is considered as a potential therapeutic target for HCC [41] . These results suggest that the HepG2 secretome shows characteristics for cancer metabolism, which was not found in the secretome of PHH. Furthermore, Rowe and colleagues investigated the intracellular proteome of human primary fetal and adult hepatocytes, as well as HepG2 cells, and the authors found that many protein changes of HepG2 cells compared with adult hepatocytes were reflected by parallel alterations in the comparison of fetal hepatocytes-adult hepatocytes [10] . These results indicate that HepG2 cells, in terms of protein composition, rather resemble fetal than adult hepatocytes.
Some of the former proteomics studies performed a quantitative comparison of intracellular proteins between PHH and HepG2 cells [10, 19, 36] . In our study, we applied label-free quantification and calculated iBAQ values, which are used for the estimation of protein content in relation to total proteins in one sample, but they are not routinely applied for the quantification of one protein between two biological samples [26] . Therefore, we generated two independent lists for the PHH and HepG2 cells secreted proteins and did not compare iBAQ values directly between PHH and HepG2 samples. If we build iBAQ ratios for the individual proteins as PHH average iBAQ/HepG2 average iBAQ, then some previously described quantitative differences in the intracellular protein composition between PHH and HepG2 cells could be reflected by the iBAQ ratios of secreted proteins. For example, the intracellular protein levels for Liver carboxylesterase 1, 2-iminobutanoate/2-iminopropanoate deaminase and Alcohol dehydrogenase 6 were higher in PHH compared to HepG2 cells [10, 19] , which were also observed in the secretomes of our study as positive PHH average iBAQ/HepG2 average iBAQ ratios (Table S1 ). These results may suggest that some aspects of the quantitative intracellular differences between PHH and HepG2 cells could be reflected by the secretome.
Altogether our data first provide a comprehensive description of the secretome derived from PHH, which mirrors many metabolic processes, relevant for the adult liver function. The provided protein catalog allows new insights into the complexity of the hepatokinome and paves the way to select new targets for further analysis of inter-organ communication. Secondly, the comparison of PHH and HepG2 cells secretome shows a high overlap. Nevertheless, in detail, the secretome of HepG2 cells rather reflects the fetal liver with special cancer characteristics, which has to be considered, when HepG2 cells are used as a model for secretome studies.
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